. Autophagy of ER whorls upon tunicamycin treatment. Electron micrographs of wild-type yeast treated with tunicamycin for 4 h, illustrating (A) ER whorl formation at the cell cortex, (B) uptake into the vacuole by invagination of the vacuolar membrane (white arrows), and (C) completed import into the vacuole. CW, cell wall; Cy, cytoplasm; Tm, tunicamycin; V, vacuole. . Deletion of autophagy genes does not impair growth in the presence of tunicamycin. Exponentially growing wild-type and atg mutant cells were serially diluted in 4-fold dilution steps, spotted onto YPD plates containing tunicamycin at the concentrations indicated and grown for 2 days (no and 0.2 µg/ml tunicamycin) or 4 days (0.4 µg/ml tunicamycin) at 30ºC. Strains marked in red were derived previously (Bernales et al., 2006) . All mating type a strains grew equally well under all conditions. The mating type alpha wild-type strain grew more slowly on tunicamycin plates than the mating type a wild-type strain. The previously used mating type alpha ∆atg1, ∆atg9 and ∆atg16 mutants grew worse at high tunicamycin concentrations than the corresponding wild-type, as reported by Bernales et al., 2006 . However, the newly derived mating type alpha ∆atg5 and ∆atg8 mutants grew better on tunicamycin than both the previously used atg mutants and the mating type alpha wild-type. Qualitatively similar results were obtained with higher tunicamycin concentrations, growth at 37ºC or a combination of both. These observations indicate that the growth differences observed by Bernales et al., 2006 are unrelated to deletions of core autophagy genes, all of which are functionally equivalent. A possible explanation is provided by the observations that the mating type alpha wild-type is a mixture of white and red colonies, that the previously used atg mutants are uniformly red whereas the newly derived atg mutants are uniformly white, and that the growth phenotypes segregate with the red colour. The red colour arises through mutation of the ADE2 gene, which leads to accumulation of toxic red intermediates of adenin biosynthesis that impede growth. The white colonies have acquired suppressor mutations that prevent accumulation of the toxic red pigments. Hence, the mating type alpha wild-type and atg mutant strains used previously are not isogenic and their different growth behaviours on tunicamycin-containing plates is likely caused by mutations in the adenin biosynthesis pathway. 
